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Expression[ |] purification[] and polyclonal antibody preparation of Manduca sexta 


chitinase 

HAO Chan-Juan'[] CHAI Bao-Feng' [| WANG Wei'[] SUN Yi"[] LIANG Ai-Hua' [] 1. Key Laboratory of Chemical Biology 
and Molecular Engineering of the Ministry of Education[] Institute of Biotechnology[] Shanxi University] Taiyuan 0300061] 
China[] 2. The Agri-Biotechnology Research Center of Shanxi Province[] Taiyuan 030031[] Chinal] 

Abstract[] The chitinase gene of Manduca sexta was cloned into the fusion expression vector pET-28a and expressed in 
E. coli BLA] DE3[] host cells. After the expression strain was induced for 6 — 8 hours by 0.5 mmol/L IPTG[] the fusion 
protein chitinase was expressed and detected in inclusion bodies. After denature and renature procedure in Ni”* -NTA 
affinity chromatography column[] soluble chitinase was obtained. The authenticity of in vitro renatured protein was 
confirmed by Western blot. The inclusion body protein band in SDS-PAGE was excised and the protein was extracted. 
Then the purified protein was injected into New Zealand rabbits to induce immunoreaction. The induction with two 
injections lasted for 45 days{] and then the anti-serum was prepared. ELISA analysis showed that the titer for this 
polyclonal antibody was 1:20 000. Western blot analysis showed that the antibody reacted specifically to the expressed 
chitinase protein. 
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Fig. 1 Identification of recombinant plasmid pET-28a-chi 
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Fig. 2 SDS-PAGE analysis of expressed His, -chitinase 
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Fig. 3 


10% SDS-PAGE electrophoresis and Western blot analysis of the His¿-chitinase protein produced in E. coli BLAJ] DE3O 
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Fig. 4 The specificity of polyclonal antibody to 
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